Abstract: While recent increases in our understanding of the biology of neuroblastoma have allowed for more precise risk stratification and improved outcomes for many patients, children with high-risk neuroblastoma continue to suffer from frequent disease relapse, and despite recent advances in our understanding of neuroblastoma pathogenesis, the outcomes for children with relapsed neuroblastoma remain poor. These children with relapsed neuroblastoma, therefore, continue to need novel treatment strategies based on a better understanding of neuroblastoma biology to improve outcomes. The discovery of new tumor targets and the development of novel antibody-and cell-mediated immunotherapy agents have led to a large number of clinical trials for children with relapsed neuroblastoma, and additional clinical trials using molecular and genetic tumor profiling to target tumor-specific aberrations are ongoing. Combinations of these new therapeutic modalities with current treatment regimens will likely be needed to improve the outcomes of children with relapsed and refractory neuroblastoma.
Introduction
With new treatment strategies, including immunotherapy and therapies directed against tumor-specific molecular aberrations, the outcomes of children with high-risk neuroblastoma have significantly improved over the past two decades. Despite these recent successes, however, many of these children continue to suffer from refractory or relapsed disease, and to date, there are no established curative treatment options for many of these patients. Relapsed neuroblastoma has been considered invariably fatal in the past [1] , with a median overall survival time for patients with refractory neuroblastoma of only 27.9 months and with an overall survival of only 11.0 months for patients with relapsed disease [2] . However, the reported 5-year overall survival rate for children after the initial relapse of neuroblastoma is 20% [3, 4] . These outcomes were dependent on both the time of relapse and the initial patient tumor stage [3] [4] [5] , suggesting that a subset of patients with recurrent neuroblastoma can be cured with appropriate treatment and also emphasizing the need for additional treatment options for these patients.
Recent data presented by Modak and colleagues and Manole and colleagues indicate that patients with isolated local recurrence can be treated successfully with surgical tumor resection and/or radiation therapy at sites of active disease [6, 7] . These authors further recommend using chemotherapy regimens with demonstrated activity in children with recurrent neuroblastoma, rather than experimental therapy for localized relapses. However, children with neuroblastoma who suffer disease relapse often develop metastatic tumors resistant to standard therapies, and the underlying molecular profiles and signaling pathway activity in these relapsed tumors are likely significantly different from those in untreated tumors due to novel molecular and genetic aberrations induced or selected by prior therapy [8, 9] . The goals of treatment in these patients historically have not been curative, but rather to prolong survival and minimize the toxicities of additional therapy. However, recent data have suggested that more aggressive treatment of these patients to achieve a complete or nearly complete response, followed by additional consolidation or maintenance therapy, can lead to durable disease remission and even cure [10] , suggesting that the goals of treatment for many children with relapsed and refractory neuroblastoma may need to be modified.
Systemic Chemotherapy and Radiotherapy

Systemic Chemotherapy
Initial treatment regimens for patients with relapsed or refractory neuroblastoma typically include chemotherapy combinations distinct from those previously used. Topotecan and irinotecan have both demonstrated activity as single agents in preclinical and clinical studies of neuroblastoma via inhibition of the topoisomerase I enzyme [11] [12] [13] [14] [15] [16] and are both commonly used for the treatment of children with relapsed neuroblastoma. An early phase II study using a combination of topotecan and cyclophosphamide in children with relapsed neuroblastoma demonstrated objective responses in 6 of 13 patients [17] . A follow-up study demonstrated that children with recurrent neuroblastoma who were treated with the combination of cyclophosphamide and topotecan had increased response rates compared to those who received topotecan as a single agent, although no difference in overall survival rates was observed in treated patients [18, 19] . Using a combination of higher doses of cyclophosphamide and topotecan with vincristine, children with primary refractory neuroblastoma had an overall response rate of 19%, while the response rate was 52% for those with their initial neuroblastoma relapse [20] . A phase II study of topotecan combined with doxorubicin and vincristine (TVD) demonstrated a 64% overall response rate in 25 patients with relapsed neuroblastoma, with 4 patients having complete responses to the TVD combination [21] . The TVD regimen was subsequently incorporated into the SIOPEN HR-NBL-1 treatment protocol for high-risk neuroblastoma as salvage therapy for refractory patients with insufficient responses to induction therapy. Following two courses of TVD, 4 of 63 patients (6.4%) enrolled on this protocol had an overall complete response (CR), while 28 of 63 (44.4%) had a partial response (PR). Of note, 23 patients achieved sufficient response to be eligible to receive myeloablative therapy with stem cell rescue [22] . However, the long-term benefits of TVD in these patients will likely need to be established in further clinical trials.
Combinations of irinotecan with the alkylating agent temozolomide have also demonstrated efficacy in children with relapsed neuroblastoma. A single-institution study reported 2 complete responses to the combination of irinotecan and temozolomide among 19 patients with refractory disease, with 7 patients with mixed responses and 10 with stable disease (SD) [23] . Children with relapsed neuroblastoma treated on a separate multi-institutional study using lower doses of irinotecan and temozolomide had an overall response rate of 15%, while an additional 53% had SD [24] . Subsequent clinical trials have attempted to improve on these results with the addition of bevacizumab [25] and temsirolimus [26] to the irinotecan/temozolomide combination. Although these combinations were well tolerated by patients, the additional agents unfortunately did not significantly improve patient outcomes. A subsequent phase I study utilized irinotecan alone combined with the proteasome inhibitor bortezomib, and 2 of 17 evaluable children with refractory or relapsed neuroblastoma demonstrated responses (including one CR), and another 4 children had prolonged stable disease [27] , suggesting that this combination might prove more effective in children with relapsed neuroblastoma and should be tested in further studies.
Combinations of ifosfamide, carboplatin, and etoposide (ICE) have also been routinely employed for children with relapsed neuroblastoma. In a single institution study, ICE was well tolerated and led to disease regression in 14 of 17 patients (82%) who were treated after their first neuroblastoma relapse. Disease regression was also seen in 13 of 26 patients (50%) with refractory neuroblastoma and in 12 of 34 patients (35%) who developed progressive disease during frontline treatment [28] . In a separate study, 37% of patients with relapsed or refractory neuroblastoma responded to the ICE regimen, while an additional 17% had SD [29] . Additionally, 15 of 16 children with high-risk neuroblastoma receiving ICE for upfront treatment had either partial or complete responses [30] , further demonstrating the efficacy of ifosfamide-based chemotherapy regimens for both frontline treatment of high-risk neuroblastoma and for initial treatment of patients with relapsed neuroblastoma.
Prior studies have also suggested that some patients with relapsed or refractory neuroblastoma might benefit from more aggressive treatment consisting of myeloablative chemotherapy followed by autologous stem cell rescue (ASCR). One recent study demonstrated that children with relapsed neuroblastoma who received myeloablative therapy followed by ASCR had improved survival rates compared to those who received chemotherapy alone (43.5% vs. 9.6%), with 7 of 23 patients achieving either CR or PR after ASCR. However, 2 of the 23 patients experienced transplant-related mortality, suggesting that further studies to identify which patients would receive the most benefit from this approach are needed [31] . Additional studies have suggested that haploidentical stem cell transplantation may also be beneficial for children with relapsed and refractory neuroblastoma, with 5-year event-free survival (EFS) and overall survival (OS) rates of 19% and 23%, respectively, and no treatment-related mortality [32] . However, patients with residual disease who underwent these transplants had significantly worse outcomes than those in complete remission, and a large number of patients experienced acute or chronic graft-versus-host disease (GVHD), suggesting that further study is required.
Radiotherapy
Additional forms of therapy for children with relapsed and refractory neuroblastoma have directly targeted markers expressed on the surfaces of neuroblastoma tumor cells. The vast majority of neuroblastoma tumors demonstrate tumor cell surface expression of the norepinephrine transporter (NET), suggesting that the use of benzylguanidine analogues, such as meta-iodobenzylguanidine (MIBG), that bind to this transporter would selectively target these neuroblastoma tumor cells [33] . Approximately 90% of children with neuroblastoma have tumors that are detectable by radiolabeled MIBG imaging, and infusion of radiolabeled MIBG, therefore, allows for targeted delivery of radiation therapy directly to sites of active disease. Initial studies of 131 I-MIBG used therapeutically in children with recurrent neuroblastoma showed overall response rates of 21-47% [34] [35] [36] . Although useful disease palliation and responses were seen in approximately one-third of patients, clinical benefit was often only temporary [37] . Subsequent studies used MIBG treatment followed by ASCR, as dose escalation was often associated with significant hematopoietic toxicity, particularly in heavily pretreated patients [38] . In a large multi-institutional phase II study, 36% of children with either relapsed or refractory neuroblastoma who were treated with increasing doses of 131 I-MIBG had either complete or partial responses, while another 34% of patients demonstrated stable disease with a median time to progression of 6 months [39] . A subsequent retrospective analysis of 218 patients treated with 131 I-MIBG therapy at a single institution demonstrated a 27% overall response rate. However, 24% of relapsed patients had progressive disease compared to only 9% of refractory patients, and 39% of relapsed patients had stable disease compared to 59% of refractory patients [40] , suggesting patients with refractory neuroblastoma are most likely to benefit from 131 I-MIBG therapy. The efficacy of 131 I-MIBG therapy against neuroblastoma has led to subsequent clinical trials incorporating 131 I-MIBG therapy as a component of frontline treatment for children with high-risk neuroblastoma, and ongoing clinical trials through the New Approaches to Neuroblastoma Therapy (NANT) consortium are evaluating the efficacy of additional anticancer agents combined with 131 I-MIBG therapy (NCT02035137) in children with relapsed and refractory neuroblastoma. Despite the established efficacy of 131 I-MIBG therapy in children with relapsed neuroblastoma, however, only a limited number of institutions have the resources to support the administration of radioactive iodine to pediatric patients, and the limited availability and accompanying need for available stem cells for ASCR remain major challenges to the more widespread use of 131 I-MIBG therapy.
Prior studies have also shown that 77-89% of neuroblastoma cells express the somatostatin receptor (SSTR) [41] [42] [43] , suggesting that agents targeting the SSTR may also be effective for neuroblastoma therapy. In adults with neuroendocrine tumors (NETs), peptide receptor radionuclide therapy (PRRT) with high-activity 111 In-, 177 Lu-, and 90 Y-labeled somatostatin analogues has been successfully used [44, 45] . In a single-institution study of PRRT, four children with relapsed neuroblastoma received 17 cycles of palliative PRRT using either 111 In-DOTATATE, 177 Lu-DOTATATE, or 90 Y-DOTATATE. All four had objective responses, with two long-term survivors [46] , supporting ongoing clinical trials.
Molecularly Targeted Therapy
While regimens incorporating chemotherapy and radiotherapy with 131 I-MIBG have demonstrated efficacy in the treatment of children with relapsed and refractory neuroblastoma, treatment options for children who suffer from subsequent disease relapses and progression remain limited. However, ongoing investigations exploring the molecular mechanisms underlying the etiology and pathogenesis of neuroblastoma have identified a number of novel therapeutic targets, and several novel targeted agents have been shown to be highly active in preclinical models of neuroblastoma. Many of these agents have been tested or are currently being evaluated in early phase clinical trials for children with relapsed and refractory neuroblastoma ( Table 1) . Although untreated neuroblastoma tumors have a relative paucity of mutations in therapeutically relevant gene targets [47, 48] , relapsed neuroblastoma tumors have been found to have a number of actionable mutations [8, 9] , and initial clinical trials employing therapies selected based on genomic alterations identified in individual patient tumors have demonstrated both feasibility and efficacy, suggesting that molecularly targeted therapy and individualized treatment may lead to increased rates of response and improved outcomes for children with relapsed and refractory neuroblastoma.
Anaplastic Lymphoma Kinase (ALK)
Early efforts to identify gene mutations and other genetic aberrations in neuroblastoma tumors that could serve as therapeutic targets focused on familial neuroblastoma, which accounts for approximately 2% of all patients with neuroblastoma. Initial efforts determined that the majority of these cases are associated with activating germline mutations in the anaplastic lymphoma kinase (ALK) gene [49] [50] [51] [52] , and subsequent studies identified ALK gene mutations or gene amplifications in up to 15% of sporadic high-risk neuroblastoma tumors [49, 53] . High-risk neuroblastoma tumors were also found to have increased ALK gene expression when compared to low-risk tumors [54] , further suggesting a potential role for ALK inhibitors in neuroblastoma therapy. In a subsequent phase I trial, 79 children were enrolled and treated with the ALK inhibitor crizotinib, including 34 with neuroblastoma, 11 of which had known ALK mutations [55] . Despite an objective tumor response rate of 67% in children with other tumors with ALK mutations, only 1 of 11 children with neuroblastoma with ALK mutations (9%) demonstrated an objective response, suggesting that ALK inhibitors will likely need to be combined with other therapies for maximal benefit. Initial studies have identified synergistic combinations of ALK inhibitors with mTOR inhibitors [56] and with CDK4/6 inhibitors [57] , and these combinations may serve to overcome some of the limitations of single-agent ALK inhibitor treatment for neuroblastoma. Additionally, novel second-generation ALK inhibitors, such as lorlatinib (PF06463922), ceritinib (LDK378), and ensartinib, that are effective against the crizotinib-resistant ALK F1174L mutant [58, 59] are currently being evaluated in clinical trials for children with neuroblastoma (NCT01742286, NCT03107988, NCT03213652), with early results showing responses to ceritinib in six of nine patients with anaplastic large cell lymphoma (ALCL) and myofibroblastic tumors with ALK gene aberrations. To date, one patient with relapsed neuroblastoma with an ALK F1174L mutation had shrinkage of a retroperitoneal mass but concurrently experienced central nervous system (CNS) disease progression [60] , suggesting that higher doses may be required to achieve adequate levels in neuroblastoma sanctuary sites such as the CNS. 
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Aurora A Kinase
Additional efforts to identify novel targets in neuroblastoma tumors have identified a critical role for mitotic spindle regulation in neuroblastoma pathogenesis, suggesting that regulators of the mitotic spindle represent potential therapeutic targets. Aurora A kinase represents one such potential target and is essential for appropriate completion of mitosis through regulation of the mitotic checkpoint complex [61] . Aberrant overexpression of aurora A kinase leads to tumor cell resistance to apoptosis and genomic instability [62] , and, in neuroblastoma tumors, aurora A kinase expression correlates with high-risk disease and advanced tumor stage [63, 64] . Inhibitors of aurora A kinase were shown to block neuroblastoma cell growth and to increase neuroblastoma cell responses to chemotherapy [63] , and, in initial phase I trials, children with relapsed neuroblastoma treated with the aurora A kinase inhibitor MLN8237 (alisertib), both alone and in combination with irinotecan and temozolomide, demonstrated clinical responses [65, 66] . More recent studies have identified polo-like kinase 4 (PLK4) as a potential target in neuroblastoma tumor cells [67] , further implicating the process of mitotic spindle regulation in neuroblastoma pathogenesis and suggesting that children with relapsed neuroblastoma will benefit from the use of inhibitors of aurora A kinase and PLK4 for treatment.
Ornithine Decarboxylase (ODC1)
Ornithine decarboxylase (ODC1), the rate-limiting enzyme in polyamine synthesis, is frequently deregulated in neuroblastoma tumors [68, 69] and represents another potential therapeutic target. ODC inhibitors, such as difluoromethylornithine (DFMO), have been shown to be effective in neuroblastoma preclinical models [70] [71] [72] and, although single-agent DFMO did not demonstrate efficacy in children with relapsed neuroblastoma in a recent phase I clinical trial [73] , more recent studies have demonstrated that extended maintenance therapy with DFMO for children with neuroblastoma in second remission results in 2-year overall and event-free survival rates of 54% and 84% [74] , respectively, suggesting that ODC1 inhibition is an effective strategy for prolonging survival in these patients. The efficacy of DFMO in combination with other anticancer agents, including cyclophosphamide, topotecan, and celecoxib (NCT02030964) and the proteasome inhibitor bortezomib (NCT02139397), is also currently being evaluated in clinical trials for children with relapsed neuroblastoma, in the hopes of observing synergistic efficacy.
PI3K/AKT/mTOR
Further studies in neuroblastoma preclinical models have confirmed a role for the PI-3 kinase/AKT/mTOR pathway in neuroblastoma pathogenesis. SF1126 is a pan-PI-3 kinase inhibitor that has been demonstrated to be effective against neuroblastoma in preclinical models [75] , suggesting this pathway represents a therapeutic target in neuroblastoma, and clinical trials have been opened to test the safety and tolerability of SF1126 in children with relapsed neuroblastoma (NCT02337309). The AKT inhibitor perifosine has been tested in multiple phase I clinical trials, with 1 complete response and 8 of 27 children with relapsed neuroblastoma demonstrating prolonged stable disease in one phase I study [76] , and response rates and disease control rates of 9% and 55% in 11 children with neuroblastoma with measurable disease [77] . Early studies also determined that mTOR inhibitors were effective in neuroblastoma models [78, 79] , and one of two patients with relapsed neuroblastoma had a CR in initial phase I studies with the mTOR inhibitor temsirolimus [80] . A follow-up phase II study did not meet predetermined efficacy criteria, but 7 of 19 patients with neuroblastoma demonstrated clinical benefit (1 PR, 6 SD) [81] , and 2 patients with relapsed neuroblastoma had prolonged stable disease in response to the combination of vinblastine and sirolimus [82] , suggesting that a subset of patients may benefit from the inhibition of this pathway.
Epigenetic Modifications
Epigenetic modifications to DNA involve heritable genomic modifications that are not due to changes in the DNA sequence, including DNA and histone methylation and histone acetylation. These modifications influence chromatin structure and play a key role in regulating gene expression [83] . Epigenetic regulation of gene expression is critical for both normal development and maintenance of tissue-specific gene expression, but aberrant epigenetic mechanisms can contribute to the malignant process, and epigenetic changes contribute to the genomic instability that is a hallmark of cancer [84] . The epigenomic landscape has been shown to contribute to neuroblastoma pathogenesis, leading to early phase clinical trials investigating the safety and efficacy of epigenetic agents [85] [86] [87] , including drugs that target epigenetic writers, such as DNA methyltransferases, as well as epigenetic erasers, such as histone deacetylases [88] . An early phase I study using the demethylating agent decitabine combined with chemotherapy resulted in prolonged stable disease in 5 of 14 patients with relapsed neuroblastoma, although the doses of decitabine were limited due to toxicity [89] . A subsequent study of the combination of the HDAC inhibitor vorinostat combined with bortezomib did not show any responses in the three patients with relapsed neuroblastoma enrolled [90] , and further combination studies using vorinostat in children with neuroblastoma are ongoing (NCT02035137, NCT02559778) to identify patient populations that may have improved responses.
Modulation of the epigenetic readers-proteins that recognize and bind to epigenetic chromatin modifications to modulate gene transcription-has recently emerged as a therapeutic strategy for anticancer treatment. Bromodomain and extraterminal domain (BET) proteins are epigenetic readers that regulate gene transcription, and BET inhibitors preferentially bind to super-enhancers-regions of DNA comprising multiple enhancers occupied by transcription factors and regulators of gene transcription that control the expression of genes critical for cell identity, growth, and survival [91] . Further studies have identified critical roles for chromatin structure and super-enhancers in neuroblastoma [92] , and BET inhibitors have been shown to be effective against neuroblastoma via targeting of MYCN gene expression [93, 94] . A number of BET inhibitors are in clinical development and early phase clinical trials, including a novel dual PI3K-BRD4 inhibitor that was effective in neuroblastoma preclinical models [95] . BET inhibitors therefore represent an exciting new class of therapeutic agents for children with relapsed neuroblastoma.
Reactive Oxygen Species (ROS)
Reactive oxygen species (ROS) have been shown to impact a variety of critical intracellular signaling pathways, and prior studies have identified a role for ROS in cancer pathogenesis [96] . However, the role of ROS in neuroblastoma tumors is less clear. Nifurtimox is a nitrofuran derivative that has been used for decades as a primary treatment for Chagas' disease, a parasitic infection caused by the protozoan Trypanosoma cruzi [97, 98] . Nifurtimox was shown to inhibit neuroblastoma cell growth both in vitro and in vivo in preclinical studies, most likely via inhibition of ROS production [99, 100] , and in early phase clinical trials, patients treated with nifurtimox both as a single agent and in combination with chemotherapy demonstrated responses [101] , leading to an ongoing national phase II trial (NCT00601003). A separate study investigating the combination of melphalan with buthionine sulfoximine (BSO) resulted in 6 of 31 patients with relapsed neuroblastoma demonstrating objective responses (5PR, 1MR) [102] , and the recent demonstration of synergy between nifurtimox and BSO in other solid tumor models [100] suggests that further testing of the combination of nifurtimox and BSO in neuroblastoma preclinical models is warranted.
Retinoids
Retinoid therapy has been shown to increase EFS rates when used as a component of maintenance therapy for high-risk neuroblastoma [103] , and studies have demonstrated potential synergy of retinoids with epigenetic modifying agents [104, 105] . An initial phase I study of the combination of the HDAC inhibitor vorinostat with 13-cis-retinoic acid had one patient with neuroblastoma who had a CR following treatment [106] , and a more recent phase I study of vorinostat in combination with 13-cis-retinoic acid for children with relapsed neuroblastoma found no objective responses, but 11 of 29 evaluable patients had SD, with 7 of the 11 receiving at least 11 cycles of therapy [107] . Additionally, the RET tyrosine kinase, which is primarily expressed in cells and tissues derived from the neural crest, has been shown to be required for maturation of the peripheral nervous system, and RET was further shown to be required for neuroblastoma differentiation induced by retinoic acid [108] . RET inhibition has been found to be effective in in vitro and in vivo preclinical models of neuroblastoma [109] [110] [111] , and a recently opened clinical trial (NCT03611595) will evaluate the efficacy of the combination of RET inhibition and retinoid therapy in children with neuroblastoma and other solid tumors.
Molecularly Guided Therapy
With the rapid advances in our understanding of the biology of cancer, the use of molecular tumor profiling to develop individualized treatment plans is increasingly employed for many adults with a variety of cancers [112] . Although the efficacy of this strategy in children with cancer remains mostly unknown, recently completed clinical trials have evaluated the potential feasibility and efficacy of utilizing molecular and genetic tumor profiling to develop personalized therapy for children with recurrent neuroblastoma. An initial pilot study demonstrated the feasibility of obtaining tumor biopsies from children with relapsed neuroblastoma and then performing DNA sequencing and RNA expression profiling on the relapsed tumor sample, which allowed investigators to generate individualized patient treatment plans in less than 12 days [113] . A follow-up multi-institutional phase I trial employing the same strategy showed that 64% of patients achieved either partial or complete response or disease stabilization for at least one cycle of therapy, with a 7% overall response rate and a progression-free survival time of 59 days [114] . A subsequent single-institution study also demonstrated that the utilization of DNA sequencing data from relapsed tumors to generate prospective treatment plans for children with neuroblastoma was feasible, with nearly half of patients enrolled in the study having potentially actionable genetic findings. Tumor DNA sequencing also led to changes in patient treatment and to genetic counseling for relatives and families of patients found to be at risk of other hereditary disorders [115] . Additional concurrent studies have also demonstrated the feasibility of using genomic data [116] and more comprehensive molecular profiling [117] to identify potential therapeutic targets in children with high-risk, relapsed, or refractory cancers. These results all clearly demonstrate the feasibility of employing molecular profiling to guide individualized treatment strategies for children with neuroblastoma. However, the lack of control groups in these and other studies has limited the ability to assess whether this individualized molecularly targeted treatment resulted in better clinical outcomes for patients when compared with outcomes using standard non-targeted treatment or molecularly targeted agents in an untargeted fashion. Clinical trials to further evaluate the efficacy of molecularly guided, individualized therapy in children with relapsed neuroblastoma and other pediatric solid tumors are currently being developed or are ongoing (NCT02162732, NCT02520713, NCT02638428, NCT03155620, NCT03434262).
Immunotherapy
Although a number of recent studies have demonstrated the efficacy of various forms of immunotherapy against neuroblastoma and other pediatric solid tumors, the role of immunotherapy in the treatment of patients with relapsed or refractory neuroblastoma is the focus of numerous prior and ongoing studies. Early studies demonstrated promising results for anti-GD2 antibody therapy in children with relapsed neuroblastoma [118] [119] [120] , leading to the evaluation of the efficacy of the chimeric anti-GD2 antibody ch14.18 (dinutuximab) as a component of maintenance therapy for children with high-risk neuroblastoma [121] . Additional studies demonstrated significant efficacy of the mouse anti-GD2 antibody 3F8 in children with relapsed neuroblastoma, with 33% 5-year progression-free survival (PFS) in patients who were treated for relapsed neuroblastoma and achieved either a CR or very good partial response (VGPR) and were then treated with 3F8 plus GM-CSF and 13-cis-retinoic acid [10] .
Antibody Immunotherapy
Further studies have attempted to expand the use of anti-GD2 antibody therapy in children with relapsed neuroblastoma by employing combinations with other therapies, in addition to the development and evaluation of modified forms of the antibodies themselves. A recent trial combining irinotecan and temozolomide with the anti-GD2 antibody dinutuximab demonstrated promising results, with 9 objective responses (including 5 with CR) among 17 patients receiving the combination [122] . Preliminary data from a follow-up study through the Children's Oncology Group included data from 53 total eligible patients, with 21 patients (40%) experiencing objective responses, including 11 with CR [123] , confirming this combination as a treatment regimen to be considered for children with neuroblastoma at the time of initial relapse. A phase I trial using a humanized version of the ch14.18 antibody with a mutation engineered to reduce side effects (hu14.18K322A) found 6 of 39 enrolled patients had either PR or CR, with 9 additional patients having prolonged SD [124] . A humanized version of the anti-GD2 antibody 3F8 also recently underwent phase I testing, with increased PFS among patients with a higher anti-GD2 antibody titer and reduced overall immunogenicity [125] . In a separate study, 39 patients with recurrent neuroblastoma were treated with the Hu14.18-IL-2 immunocytokine-a fusion protein combining the humanized 14.18 anti-GD2 antibody with IL-2. Of 13 patients with measurable soft tissue neuroblastoma tumors treated with Hu14.18-IL-2, no objective responses were seen, but in those with only MIBG-avid disease or with disease limited to the bone marrow, there were 5 complete responses out of 23 patients [126] , suggesting that patients with minimal residual disease are most likely to benefit from this therapy. Further analyses have also shown that mismatches among natural killer (NK) cell KIR/KIR-ligand genotypes and polymorphisms in the Fcγ receptor are also associated with improved responses to anti-GD2 immunotherapy [127, 128] , suggesting that further strategies for improvement in antibody design and patient selection may result in improved outcomes.
One of the drawbacks to antibody therapy for neuroblastoma is that neuroblastoma tumors use a variety of strategies to evade the host immune response, including downregulation or weak immunogenicity of target antigens and creation of an immune-suppressive tumor environment. With the significant side effects experienced by patients receiving anti-GD2 antibody immunotherapy and with the challenges of antibody administration to patients, a number of alternative immunotherapy strategies are currently under investigation. Immunomodulatory checkpoint inhibitors, such as ipilimumab and nivolumab, have been employed in adult cancers to overcome the immune-suppressive tumor microenvironment. Although ipilimumab was well tolerated in a phase I study for children with relapsed solid tumors, only one patient enrolled in the study had neuroblastoma, and no objective tumor regressions were observed [129] . Ongoing studies evaluating the efficacy of nivolumab with and without added ipilimumab (NCT02304458), with the PD-1 inhibitor pembrolizumab (NCT02332668), and with the anti-PD-L1 antibody atezolizumab (NCT02541604) will hopefully provide more insight to their potential efficacy in children with relapsed neuroblastoma.
Anticancer vaccines have been tested in clinical trials for a number of different tumor types, and an early clinical trial of anti-neuroblastoma vaccine therapy showed the ability to induce an antitumor immune response, although the immune response was insufficient to induce tumor responses or prevent disease progression [130] . A subsequent trial using decitabine combined with a dendritic cell vaccine targeting MAGE-A1, MAGE-A3, and NY-ESO-1 resulted in 1 complete response out of 10 evaluable patients [131] , and ongoing cancer vaccine trials include one trial exploring the efficacy of a vaccine using the GD2L and GD3L antigens linked to KLH and administered with the adjuvant OPT-821 and beta-glucan (NCT00911560).
Cell-Based Immunotherapy
CD8+ T lymphocytes play a key role in cell-mediated immunity and, when infused as a form of immunotherapy, offer the advantage of direct tumor targeting that can avoid or overcome the tumor cell strategies to evade the host's own immune system. Cell therapy with CD8+ T cells has been employed in early phase clinical trials for children with relapsed neuroblastoma, with some notable successes. EBV-specific T lymphocytes engineered to express a chimeric antigen receptor (CAR) directed against GD2 resulted in 3 patients with complete responses out of 11 total treated patients with active disease [132, 133] . CAR-T cell persistence was associated with improved responses and longer times to progression in these patients. Next-generation CAR-T cells, using constructs with modified costimulatory domains to regulate T cell activation, are currently being developed [134] , and a number of national and international clinical trials are currently ongoing to further explore the efficacy of novel CAR-T cell products targeted against GD2 in children with relapsed neuroblastoma (NCT02239861, NCT02761915, NCT02765243, NCT02919046, NCT03373097). Other trials using CAR-T cells targeted against other cell surface markers, such as CD171, are also currently undergoing testing in clinical trials for children with neuroblastoma (NCT02311621).
Natural killer (NK) cells are another type of cytotoxic lymphocyte that can act in an MHC-unrestricted fashion to target cancer cells. Cell-based immunotherapy using NK cells for children with relapsed neuroblastoma has also been explored, particularly after the report of a child with relapsed neuroblastoma who received haploidentical donor NK cells combined with temozolomide, topotecan, and IL-2 and had a complete response [135] . Ongoing clinical trials are evaluating the efficacy of ex vivo expanded haploidentical NK cells infused after haploidentical allogeneic stem cell transplants for children with solid tumors, including neuroblastoma (NCT02100891), and a recently opened clinical trial will explore the efficacy of expanded autologous natural killer T (NKT) cells engineered to express the GD2-specific CAR and IL-15 (NCT03294954). A trial using the hu14.18K322A anti-GD2 antibody combined with chemotherapy, cytokines, and haploidentical NK cells demonstrated a 61% response rate in 13 heavily pretreated patients, with 4 complete responses, 1 very good partial response, and 3 partial responses, in addition to 5 patients with stable disease and 10 of the 13 patients (77%) surviving for at least 1 year [136] , demonstrating the efficacy of treatment regimens that combine multiple immunotherapeutic strategies. A number of other trials are investigating the combination of haploidentical NK cells combined with anti-GD2 antibody therapy, including NK cells combined with dinutuxumab and lenalidomide (NCT02573896), humanized 3F8, cyclophosphamide, and IL-2 (NCT02650648), the immunocytokine Hu14.18-IL-2 (NCT03209869); and ch14.18/CHO (NCT03242603). Further studies of this approach are clearly warranted in patients with relapsed neuroblastoma.
Summary
The treatment of children with relapsed and refractory neuroblastoma remains a challenge, and the outcomes for these children remain poor despite decades of effort by clinicians and scientists. Recent advances in our understanding of the biology of neuroblastoma and of novel strategies to target tumor-specific pathways and antigens have led to a dramatic increase in the number of available treatment options for these patients and give hope that, in the future, novel treatment regimens will increase the responses of tumors to upfront therapy, limit the overall chances of relapse, and, in those hopefully rare cases of relapse, provide safe and effective therapies to eradicate neuroblastoma tumors. Continued development of novel therapies and therapeutic regimens directed against biologically relevant pathways and of novel approaches to harness the therapeutic potential of the innate immune system will provide new treatment strategies to improve the outcomes for these children.
The relative paucity of therapeutically actionable gene mutations has limited the development of individualized treatment regimens for children with neuroblastoma, but as we obtain increased knowledge of other mechanisms of altered gene and protein expression and aberrant function in neuroblastoma tumors, we are likely to identify additional relevant therapeutic targets. Studies to further delineate the critical genetic and proteomic aberrations that either contribute to neuroblastoma pathogenesis or influence neuroblastoma tumor responses to treatment are ongoing, and these aberrations will hopefully lead to the development of individualized patient treatment regimens and also hopefully serve as targets for future drug development. A number of novel therapies directed against recently identified molecular targets are currently being evaluated both in preclinical models and in early phase clinical trials, and established national and international collaborations and cooperative groups will provide opportunities to evaluate these new treatments in carefully controlled clinical trials, leading to more precise and effective therapeutic regimens.
The future holds promise for making considerable advances in our treatment of relapsed neuroblastoma, although continued difficulties in the management of metastatic, widespread relapse and in specific cases of isolated relapses, such as relapse in the CNS, represent ongoing challenges for the future. Although recent results need to be validated in future trials, these results do suggest that we should reconsider our treatment goals for many patients, particularly with the successes of treatments using extended maintenance therapy and immunotherapy for those patients who can achieve disease remission after relapse. Future treatment decisions need to be made based on not only the underlying diagnosis and clinical features of the patient, but also on the molecular features of the tumor itself and the feasibility and availability of tumor-specific treatment. The goals of future clinical and translational research should include identification and validation of the most effective treatment combinations, determination of the most appropriate patients and situations for use of effective therapies, and further delineation of the molecular subgroups of recurrent and refractory neuroblastoma to tailor treatment regimens to the patient populations most likely to benefit. Continued attempts to both develop novel therapeutic agents with efficacy against neuroblastoma tumors and to identify critical intracellular signaling pathways relevant for neuroblastoma pathogenesis and treatment resistance are underway, potentially leading to both individualized and improved treatment and to improved outcomes for children with relapsed and refractory neuroblastoma.
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